Human Rickettsiosis have been reported in Amazon biome. This study aimed to investigate the presence of Rickettsia spp. of the spotted fever group (SFG) in free-living ticks, in five areas in Rondonia state, Brazil, which is covered in major part by the Amazon biome, followed by Savannah and their ecotones (areas of ecological tension). The tick species found and analyzed were: Amblyomma cajennense (sensu lato), A. cajennense (sensu strictu) A. coelebs, A. naponense, A. oblongoguttatum, A. romitti, A. scalpturatum and A. sculptum. The ticks were examined individually (adults) or in pools of 10 (nymphs) or dozens/hundreds (larvae) specimens, for DNA extraction. DNA was tested directly for SFG Rickettsias by polymerase chain reaction (PCR), targeting ompA gene. Two pools of A. cajennense (sensu lato), one containing a couple of adults, in rural area of Vilhena municipality, and one with 10 nymphs, and other with larvae of Amblyomma spp., both from peri urban environment of Cacoal municipality, and one male of A. oblongoguttatum, from rural area of Pimenta Bueno municipality, showed positive to PCR. All positive PCR products were sequenced and the sequences were analyzed by BLAST program. All the ompA sequences exhibited 100% identity with Rickettsia amblyommatis. The presence of SFG Rickettsia is described for the first time in all municipalities of this study. Furthermore, for the first time, in South America continent, this agent is found infecting A. oblongoguttatum tick. These results reinforce the importance of SFG Rickettsia circulation in Rondonia state, enhanced by the fact that this agent is infecting another human-biting tick.
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